Background: Super-enhancers or stretch enhancers are clusters of active enhancers that often coordinate cell-type specific gene regulation during development and differentiation. In addition, the enrichment of disease-associated single nucleotide polymorphism in super-enhancers indicates their critical function in disease-specific gene regulation. However, little is known about the function of super-enhancers beyond gene regulation.
Background
Super-enhancers or stretch enhancers are defined by a strong enrichment of mediators and transcription-regulating proteins, appearing to play a deterministic role in cellular identity by controlling the expression of cell-type specific genes [1, 2] . Previous studies have revealed the critical function of super-enhancers during development and differentiation [3] . The enrichment of disease-associated single nucleotide polymorphism (SNP) in super-enhancers compared to that of typical enhancers proposed a substantial link between super-enhancers and many complex human diseases [2] . In addition, recent studies have proposed potential functions of super-enhancers in the extremely long-range chromatin communications and the establishment of 3D chromatin loops [4] . These results suggest a universal role of super-enhancers in genome regulation apart from cell-type specific gene regulation, but little is known about the mechanisms underlying these various functions. To extend the current knowledge of super-enhancers and their biological roles, we conducted a comprehensive analysis of super-enhancer activities across 30 human cell/tissue types. Our analysis suggests that a substantial number of super-enhancers exhibits prevalent activities across cell-types in terms of H3K27ac signals and that these non-canonical super-enhancers are involved in the formation of fast recovering chromatin loops.
Results

Genomic landscape of super-enhancer domains
To characterize different modes of super-enhancers across various human cell/tissue types, we first investigated the genomic distribution of super-enhancers across 30 human cell/ tissue types, including 5 H1-derived early lineages, 8 immortalized cell lines, and 17 human postmortem tissues. Super-enhancers were defined using ROSE algorithm [2, 5] based on H3K27ac ChIP-seq signal (see Methods), which resulted in 17,916 super-enhancers with an average of 597 super-enhancers per cell/tissue type. Merging the super-enhancers in all of the cell/tissue types resulted in 6039 putative super-enhancer regions, named super-enhancer domains (SE domains) (Fig. 1a , see Methods). The super-enhancer domains presented a mean length of 32Kb, which was slightly longer than the individual super-enhancers with the mean length of 26Kb. Excluding any one of 30 samples did not significantly affect the overall distribution of length of super-enhancer domains (one-way Analysis of Variance, p-value > 0.5), which excludes the possibility of a critical bias in the definition of super-enhancer domains caused by one or more of samples. In total, around 6.32% of the human genome was marked by super-enhancer domains, and 48.3% of the super-enhancer domains consisted of multiple super-enhancers identified in at least two or more cell/tissue types analyzed, suggesting a recurrent formation of super-enhancers in specific genomic regions.
Identification of common super-enhancer domains
In contrast to the previous notion that super-enhancers are highly cell/tissue-type specific, some super-enhancer domains exhibited a strong enrichment of H3K27ac signals in a surprisingly large number of cell/tissue types. To assess cell/tissue-type specificity of the super-enhancer domains, we utilized tau score [6] , a measurement of tissue-specificity commonly used in gene expression studies (see Methods). Tau score of 0 indicates ubiquitous super-enhancer domain activity, while 1 represents tissue-specific activation of the domain. The super-enhancer domain activities based on H3K27ac signals showed a wide spectrum of tau scores, reflecting a varying degree of cell/tissue-type specificity for each super-enhancer domain (Fig. 1b) . It should be noted that some super-enhancer domains were annotated by only one cell/tissue type, but showed low tau scores. Through manual inspection, we found that these domains presented moderately high H3K27ac signals in other cell/tissue types (See Additional file 1: Figure S1 ), but the signals were insufficient to pass the threshold for super-enhancer calling by a small margin. For this reason, tau score was used as the main factor to define super-enhancer specificity.
In order to categorize super-enhancer domains with different cell/tissue-type specificity, we defined cell/tissue-type common and cell/tissue-type unique super-enhancer domains. The domains located within 20% or lower percentile of tau score were defined as common super-enhancer domains (1208 domains, 20.0%, Fig. 1c ). On the other hand, domains that were called only in one cell/tissue type and located at 80% or higher percentile of tau score were defined as unique super-enhancer domains (1098 domains, 18.2%, Fig. 1e ). Remaining domains were defined to be non-unique super-enhancer domains (3733 domains, 61.8%, Fig. 1d ). To ensure that cancer cell lines or other immortalized cell lines did not produce critical bias by producing a large portion of common super-enhancers, we conducted hierarchical clustering between samples using the H3K27ac signals in the super-enhancer domains of available cell/tissue types (See Additional file 1: Figure S2 ). The result demonstrated that, while tissue samples with close relatedness grouped together, cancer cell lines or other immortalized cell lines were not concentrated in the same cluster.
A notable example of unique super-enhancer domains was found in neural progenitor cells derived from human embryonic stem cells (H1-ESC). Two super-enhancer domains were uniquely defined in neural progenitor cells at downstream of SOX1 (Fig. 1f) , a gene known to be highly expressed only in neural progenitor cells and to play an important role in nervous system development. Non-unique super-enhancer domains showed high activity in several cell/ tissue types but low activity in the rest. For example, a non-unique super-enhancer domain was called for tissues associated with the digestive system such as stomach, small bowel, and sigmoid colon (Fig. 1g) . There was also a high H3K27ac signal in the same domain in esophagus tissue, although it was not called as a super-enhancer. The putative target gene of the domain is TJP3 (tight junction protein 3), which is involved in junctional integrity of the intestinal cells. This example suggests a possibility that the formation of non-unique super-enhancer domains is a key regulator for shared functions in several tissues. Common super-enhancer domains showed high ubiquitous H3K27ac signals across the cell/tissue types, discordant with the previous notion of cell/tissue-type specificity of super-enhancers. An example of common super-enhancer domains was found near the noncoding RNA genes, NEAT1 and MALAT1, which are highly expressed across all cell/tissue types and previously suggested to function in a general biological process, such as the association with nuclear speckle formation [7] (Fig. 1h) .
Distinct biological function of target genes in common super-enhancer domains
Super-enhancers are presumably associated with cell/tissue--type specific gene regulation, but the identification of distinct classes of super-enhancer domains raises the possibility that distinct modes of action exist for super-enhancers. We investigated the expression patterns of putative target genes in each class of super-enhancer domains. As expected, putative target genes of unique super-enhancer domains were highly expressed in the corresponding cell/tissue type ( Fig. 2a and  b , see Methods). In contrast, genes associated with common super-enhancer domains showed universally high expression ( Fig. 2a and b) . Although there was a significant enrichment of housekeeping genes [8] in putative target genes of common super-enhancer domains, the majority (82.4%) were non-housekeeping genes, indicating that housekeeping genes cannot fully explain the function of common super-enhancer domains. Gene set enrichment analysis of genes associated with unique super-enhancer domains showed enrichment in cellular identity functions in the corresponding cell/tissue type ( Table 1 , see Methods), whereas genes associated with common super-enhancer domains were enriched in basic cellular functions, such as transcriptional regulation, cell motility, and regulation of cell proliferation ( Table 2 ). The overall pattern of expression and the significance of enriched pathways were moderately affected but largely stayed consistent, when an alternative definition of putative target genes was used including the nearest 3 genes from the midpoint of each super-enhancer domain (See Additional file 1: Figure  S3a , b and Table S1, S2). Our analysis revealed distinct biological functional enrichment in putative target genes between common and unique super-enhancer domains.
Genomic properties of common super-enhancer domains
To reason that super-enhancers play a key role in gene regulation, one would expect to see a strong correlation between the activity of a super-enhancer domain and the expression of its putative target gene. In general, putative target gene expression was significantly correlated with the activities of super-enhancer domains (one-sample t-test, p-value < 10 − 15 for common, non-unique, and unique super-enhancer domains) (Fig. 3a , see Methods). However, common super-enhancer domains showed the lowest correlation coefficients, when compared to unique and non-unique super-enhancer domains (KS test, *** p-value < 10
). For example, a common super-enhancer domain shows considerable activities with enriched H3K27ac signals, but its putative target gene, MLL5, does not show a concordant expression level with the super-enhancer domain activities in all of the cell/tissue types (Fig. 3b ). This result raised the possibility that common super-enhancer domains are responsible for an additional biological role, other than the expression regulation of genes within their close proximity.
Further investigation revealed that common super-enhancer domains are often located in evolutionarily conserved genomic regions compared to other super-enhancer domains and random expectation (Fig. 3c , see Methods). However, we did not observe a strong conservation score in the unique super-enhancer domains compared to random expectation. Similarly, genomic areas of common super-enhancer domains also tend to have a low context-dependent tolerance score (CDTS) [9] , which represents the frequency of sequence variation across the human population (Fig. 3d , see Methods). The lower CDTS indicates a sequence is more resistant to the expected variation. Thus, low CDTS for common super-enhancer domains suggests, again, a potential function of these domains in universal genome regulation. For example, a common super-enhancer domain nearby NR2F2 gene presents both a high evolutionary conservation score and a low CDTS compared to the adjacent non-unique super-enhancer domain (Fig. 3e) .
A striking association of common super-enhancer domains during early establishment of 3D chromatin loops A previous study has revealed an association between super-enhancers and 3D chromatin structure [4] , where 3D chromatin loops have a wide range of recovery rate following cohesin degradation. Loop domains with a fast recovery rate contained a greater number of super-enhancers compared to slow-recovering loops. We surmised that common super-enhancer domains play a significant role in the loop recovery since rapid recovery of 3D chromatin structure could be more critical in the universal genome regulation compared to the cell/tissue-type specific regulation.
To test our hypothesis, we examined the enrichment of 336 super-enhancer domains called from HCT-116 human colorectal cancer cell lines in both loop anchors (two contact loci) and loop domains (between two anchors). For each time point from 20 min to 180 min after the degradation of cohesin and subsequent start of recovery, we classified chromatin loops into fast, slow, and moderate-recovery loops by the intensity percentile (top 10% defined as fast (Fig. 4a lower panel, see Methods) . At an early time point (20 min after cohesin recovery), fast recovering loop anchors and domains were strikingly enriched in common super-enhancer domains but not in unique super-enhancer domains (Fig. 4b upper panels) . In contrast, slow-recovering loop anchors were significantly enriched in unique super-enhancer domains but not in common super-enhancer domains. In order to confirm the result not only for super-enhancer domains of HCT-116 but also of the 30 cell/tissue types, we further expanded the analysis and observed concordant results (Fig. 4b, lower panels) . This result supports the cell/tissue-type independent role of common super-enhancers in 3D chromatin loop formation. We expanded the analysis to include later time points (see Methods) and revealed that enrichment of common super-enhancer domains at both loop anchors and domains was the highest at the earliest time point (20 min), and gradually decreased in later time points (Fig. 4c) . On the other hand, enrichment of unique super-enhancer domains significantly increased in the later time points (two-sample t-test, * p-value < 0.05, ** p-value < 0.01, *** p-value < 0.001). Our result implies that common super-enhancer domains are often associated with the initial establishment of 3D chromatin loops compared to other super-enhancer domains.
Discussion and conclusion
We present a systematic approach to assess and characterize super-enhancers in a wide array of human cell/tissue types. The effective computation of background normalized super-enhancer activity and the use of simple, yet powerful mathematical expression to evaluate the tissue specificity have led us to identify a new class of super-enhancers. These super-enhancer domains exhibit a high degree of universality across many cell/tissue types -a novel aspect of super-enhancers that has never been spotlighted in previous literature. The universally active super-enhancers, which we defined as common super-enhancer domains, display a strong association with fast recovering chromatin loops after a sequential cohesin removal and restoration. Although the enrichment of super-enhancers at fast-recovering loops is previously reported [4] , our analysis further reveals that common super-enhancer domains are strikingly enriched in the fast-recovering loops by more than 12-folds, compared to unique super-enhancer domains. The implications that our data bring forth to the function of super-enhancers in shaping chromatin organization may be outlined as follows. First, common super-enhancers may facilitate recruiting a substantial amount of structural proteins, such as cohesin and CTCF, to expedite loop recovery. A sequential model is also an interesting possibility, where the cell-type nonspecific formation of fast recovering loops facilitated by common super-enhancer guide the genome folding in a stepwise manner to lead following cell-type specific loop formation. A hierarchical model where cell-type specific loop formation by unique super-enhancers requires the higher-order loop formation promoted by common super-enhancers is also reasonable. Further experiments will be required to test our hypothesis for the validation.
To conclude, we propose two distinct modes of super-enhancers; one is cell-type specific gene regulation mainly mediated by unique super-enhancer domains and second is 3D genome regulation mediated by common super-enhancer domains as a non-canonical function (Fig.  4d) . Although there is a limitation to generalize our conclusion since we investigated only one cell type, we shed light on common super-enhancers as a new potential mechanism underlying the early establishment of 3D chromatin loops.
Methods
Human cell/tissue types
In this study, 30 human cell/tissue types were examined. This includes H1 embryonic stem cell and its derived cell types (H1 embryonic stem cell, mesendoderm, mesenchymal stem cell, neuronal progenitor cell, and trophoblast), 8 cell lines (GM12878, HUVEC, IMR90, K562, NHEK, HMEC, HEK293, and HCT-116), and 17 tissue types (adrenal gland, aorta, bladder, dorsolateral prefrontal cortex, esophagus, gastric, lung, ovary, pancreas, psoas, right atrium, right ventricle, liver, sigmoid colon, small bowel, spleen, and thymus).
Super-enhancer call
H3K27ac and input ChIP-seq reads were downloaded from Roadmap Epigenomics, ENCODE project and GEO database [10, 11] . Sources are specified in Additional file 1: Table S3 . Reads were aligned to the human reference genome (hg19 assembly) using BWA-mem [12] . Unmapped and poorly mapped (MAPQ < 10) reads were removed. PCR duplicates were also removed using Picard (See figure on previous page.) Fig. 3 Genomic characterization of common super-enhancer domains. a Boxplots of correlation between log2(H3K27ac RPM + 1) in superenhancer domains and RPKM of putative target genes (n = 1208 for common SE domains, n = 3733 for non-unique SE domains, n = 1098 for unique SE domains). between H3K27ac signal at a super enhancer domain and the MLL5 RPKM is shown below. c Boxplots of mean sequence conservation score for each super-enhancer domain (n = 1098 for unique SE domains, n = 3733 for non-unique SE domains, n = 1208 for common SE domains). Significance of difference between super-enhancer domain categories was evaluated with KS test (*** p-value < 1.1 × 10 − 5 between random and others, p-value < 5.1 × 10 − 12 for the rest). d Boxplots of mean CDTS for each super-enhancer domain (n = 1098 for unique SE domains, n = 3733 for non-unique SE domains, n = 1208 for common SE domains). Significance of difference between super-enhancer domain categories is evaluated with KS test (*** p-value < 1.7 × 10 − 9 for unique and random, p-value < 3.0 × 10 − 14 for the rest). Markduplicates. The remaining reads were then used to call peaks using MACS2 [13] . Default parameters were used except q-value 0.01 was replaced with the p-value less than 1E-05. Super-enhancers were defined by stitching peaks using ROSE [2, 5] with default parameters, except TSS exclusion zone size was adjusted to 2500 bp. TSS exclusion was used because the H3K27ac signal is enriched for both active enhancers and promoters. Super-enhancers that span ENCODE blacklist regions were discarded.
Calling super-enhancer domains
Super-enhancer domains were defined by merging the super-enhancers called for 30 samples using BEDTools (see Fig. 1a ). Super-enhancers with any overlap were merged into one super-enhancer domain.
Cell/tissue-type specificity measurement with tau value
Tau score was utilized to assess the cell/tissue-type specificity of super-enhancer domain activities and gene expression. Tau score is a measure commonly used to quantify tissue-specificity of expression as it enables a threshold-free evaluation of cell/tissue-type specificity. Tau score ranges from 0 to 1, where 0 indicates general, and 1 indicates specific. Tau score is calculated as τ
, where x indicates cell/ tissue-type specificity and n denotes the number of cell/ tissue types.
Gene expression data
Uniformly processed and quantified RPKM of protein-coding genes for 10 cell lines (H1 embryonic stem cell, mesendoderm, trophoblast, mesenchymal stem cell, neuronal progenitor cell, GM12878, HMEC, HUVEC, K562, and NHEK) and 14 tissues (aorta, esophagus, gastric, liver, lung, ovary, pancreas, psoas, right atrium and ventricle, sigmoid colon, small intestine, thymus, and spleen) was obtained from Roadmap epigenomics ("RNA-seq uniform processing and quantification for consolidated epigenomes"). The data had been normalized between cell/tissue types to have the same number of aligned reads on coding exons. Super-enhancer domains called for none of the 24 cell/tissue types are excluded in gene expression analysis.
Target gene assignment of super-enhancer domains
Putative target gene of a super-enhancer domain was defined as the gene with the closest transcriptional start site to the midpoint of the super-enhancer domain. For extended analysis, alternative definition utilized the 3 genes with transcriptional start site closest to the midpoint of super-enhancer domains.
GO enrichment analysis using DAVID
For putative target genes of super-enhancer domains, GO terms were analyzed using DAVID 6.8 [14] . Significant GO_BP annotations were selected using p-value corrected by Benjamini-Hochberg procedure with threshold 0.05 and sorted by the p-value. For the analysis of the putative target genes of unique super-enhancer domains, we selected lymphoblast and prefrontal cortex as examples. Due to the small number of putative target genes of unique super-enhancer domains in each cell type, p-values tend to be insignificant. Thus, we presented up to top 10 enriched GO_BP annotations sorted with p-values without cutoff.
Housekeeping genes
The putative target genes of super-enhancer domains were compared to the list of housekeeping genes provided by Eisenberg, E. et al. [8] .
Correlation between SE domain activity and expression level of its putative target gene
Pearson correlation coefficients between background-sub tracted log2(RPM + 1) value of H3K27ac ChIP-seq signal on super-enhancer domains and RPKM of their putative target gene were calculated across 24 cell/tissue. Super-enhancer domains called for none of the 24 cell/tissue types were excluded in the correlation analysis.
Conservation and tolerance scores of super-enhancer domains
Evolutionary sequence conservation score calculated from multiple alignments of 100 vertebrates using phastCons method was obtained from the UCSC annotation database (phastCons100way). SumData column of 24 bp resolution conservation score was mapped onto super-enhancer domains, and the mean value of mapped conservation score was used. CDTS referring to the variability of a nucleotide calculated for 11,257 human genomes was obtained from a previous study [9] . CDTS of the 1 bp resolution was mapped onto super-enhancer domains, and the mean of mapped CDTS was used.
Hi-C matrix of HCT-116 following cohesin degradation and subsequent recovery
Hi-C matrix data of HCT-116 with a 25 kb resolution for control, cohesin degraded, and 20, 40, 60, and 180 min since subsequent recovery of cohesion, were obtained from the previous study (GEO accession number GSE104334) [4] . Each matrix was normalized by Knight-Ruiz algorithm. As the original read depth of each matrix was different, we normalized matrices to have the same total interaction frequency within 100 kb distance since short-range interactions are known to be not affected by cohesin degradation. Chromatin loops were identified using HiCCUPS [15] with default parameters for medium resolution matrix. False positive chromatin loops from karyotypic abnormalities of HCT-116 cell line were filtered. The observed/expected enrichment filter of 4.5 was applied, as suggested by the previous study.
Super-enhancer enrichment in loop anchors and domains
The recovery rate of loop anchors (interacting loci) and domains (region between two anchors) was defined as the ratio of loop strength at each time point compared to the strength in untreated cells (see Fig. 4a , upper panel). Loops with monotonically increasing strength with regard to the time were selected for the analysis. Loop anchors were padded by 5 kb in obtaining the super-enhancer domain enrichment. "Fraction" value of super-enhancer domains in loop anchors or domains was calculated by dividing the density of overlapping super-enhancer domains by the expected density (see Fig. 4a, lower panel) . The expected density of each class of super-enhancer domain is the proportion of the corresponding domains in the whole hg19 genome. The expected value of fraction for randomly shuffled super-enhancer domains is 1, with an infinite number of trials. The super-enhancer domain enrichment of a loop is obtained by dividing the observed fraction value by the random expectation of the fraction. The random expectation of fraction is the average of fractions calculated for 10,000 shuffled super-enhancer domains. Empirical p-value of a fraction where the distribution is defined as the result of 10,000 trials, is utilized as the significance measure of the enrichment. When comparing two enrichments, the p-value of two-sample t-test was utilized as the significance measure.
Additional file
Additional file 1: Figure S1 . Table S1 . GO analysis of alternative putative target genes of unique super-enhancer domains. Table S2 . GO analysis of alternative putative target genes of common super-enhancer domains. 
